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Detailed protocol 


. Open image in Image J. 
. Click Image — Color — Split Channels to separate fluorescence channels. Close all except for the channel you want. 
. Click the “straight line” icon in the toolbar. 
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. Drawa line over the area to be measured on the cell, making sure to extend the line past the cell edge so it is easy to determine where the cell edge 
begins on the plot profile. 

. Click Analyze — Plot Profile. 

. Use the plot profile graph to determine roughly which pixels represent the cell edge, and which represent the cell interior. 

. Click “list” at the bottom left corner of the plot profile graph. This lists all of the gray intensity values on the graph for each pixel. 

. Click Edit — Select All Copy, and paste into an excel spreadsheet. 
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. Take an average of the gray intensity values of the cell edges (a few pixels), and the average of the gray intensity values of the cell interior (not including 
the cell edge). 
10. Use these values to take a ratio of the cell edge intensity (plasma membrane) to the cell interior intensity (cytoplasm). 
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